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▼A simple and quick method for the isolation of primary
cells derived from transgenic mice, while maintaining the
animal alive, is often required to investigate the effect of
the expression of a transgene. Use of fibroblastic cells meets
all these prerequisites. However, deriving fibroblasts from a
skin explant is a long process (it takes about 3 or 4 weeks)
(Ref. 1) and preparing transgenic embryonic fibroblasts,
which is fast and reliable (Ref. 2), depends on the availabil-
ity of at least one homozygous parent. We describe here a
procedure that allows the isolation of primary fibroblasts
from any adult transgenic mice within 1 week.
Protocol
Take a small piece (about 0.3 cm2) of subcutaneous tissue
from the back of an anaesthetized mouse. Mince the tissue
with a sterile razor blade in phosphate-buffered saline (PBS).
Place the minced tissue in an Eppendorf tube containing
200 µl of TCH buffer (0.125% Trypsin-EDTA, 1 mg/ml col-
lagenase type V and 0.3 mg/ml hyaluronidase in PBS). Ro-
tate the tube end-over-end at 37◦C for 10−20 min. Let the
big pieces sediment. Aspirate the supernatant and transfer
it into a new Eppendorf tube containing 500 µl of HAM F-
12, 20% foetal calf serum (FCS) to inactivate the enzymes.
Add another 200 µl of TCH to the the first tube containing
the tissue fragments and rotate again at 37◦C for another
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10−20 min. Repeat the operation twice and pool the su-
pernatants and remaining pieces of tissue. Centrifuge at
1000 rev/min for 4 min, resuspend the pellet in HAM F-
12, 20% FCS and plate out in a 3.5 cm culture dish. Refeed
with fresh medium regularly and within a week a layer of
confluent cells should be ready for subculturing.
Immunofluorescence staining with fluorescein-labelled
antibodies directed against vimentin (Fig. 1a), cytokeratin
(Fig. 1b) or desmin (Fig. 1c) reveals that the cell cultures pre-
pared according to the above procedure are positive for vi-
mentin but negative for cytokeratin and desmin. These data
led us to conclude that these cells are mainly fibroblasts.
An application of such fibroblastic cell preparations is also
shown (Fig. 1d). Fibroblasts derived from NFκB-dependent
nls−lacZ transgenic mice (Ref. 3), which do not normally
express the transgene, have been treated with lipopolysac-
charide, an inducer of NFκB, for 20 h. The presence of in-
duced β-galactosidase activity in the nuclei of certain cells,
revealed by X-gal staining, reflects the inducibility of the
transgene.
The method described here is faster than previously pub-
lished procedures and, moreover, is harmless to the mice. It
hence constitutes a convenient way to compare ex vivo ex-
pression patterns in various transgenic lines, whatever their
degree of zygosity.
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FIGURE 1. Staining of primary cultures. Cells obtained with the method described in the text, from a NFκB-dependent nls−LacZ transgenic mice (line
189-4, Ref. 3) have been immuno-stained with flourescein-labelled antibodies directed against (a) vimentin, (b) cytokeratin or (c) desmin, or (d)
Xgal-stained (see Ref. 2 for experimental details) after 20-h exposure to lipopolysaccharide at 40 µg/ml. In (a), a network of vimentin intermediate
filaments is clearly distinguishable. In (b) and (c), only background staining appears as a diffuse and non-organized signal or dots, respectively.
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